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@ Method of amplifying and detecting nucleic acid sequences. 

(g) A method for detecting point mutations in nucleic acid 
template and amplifying at least one specific nudeic acid 
sequence contained In a sample of nucleic acid template 
wherein each nucleic acid consists of either one strand or two 
separate complementary strands, comprising treating the 
strands with at least one of two sets of two different relatively 
short oligonucleotides each of which sets (i) is complementary 
to and therefore wiB hybridize to at least a portion of the 
template sequence of at least one of the strands and (ii) flanks 
both sides of a designated target base contained within the 
specific nudeic acid sequence, such that one of the two short 
oligonucleotides in each set of oligonucleotides contains a 
base at one of its ends that is complementary to one of the 
target bases of said template under conditions such that the 
two short oHgonucleotides of each of the sets will mutually 
ligate if the target base pair exists in the template, the Dgation 
occurring between the terminal base of one of the complemen- 
tary oligonucleotides which is complementary to one of the 
target t>ases and a terminal base of another complementary 
oligonucleotide of the same set 
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Description 

METHOD OF AMPUFYING AND DETECTING NUCLEIC ACID SEQUENCES 

This Invention relates to a method of amplifying nucleic acid sequences, and further relates to a method for 

distinguishing single base differences on nucleic acid templates. ,,01 
5 Methods are Icnown for enzymatically joining portions of nucleic acids together. Weiss. B.. et al., J> Bioi. 

Chem 245(17) :4543 (1968) describe joining two segments of an interrupted strand in a DMA duplex using 

T4-poiynucleoti de (DNA) Ilgase. Sgaramella. V.. et a!., Proc. Natl. Acad. Sci. U.S.A. 67(3) :1468 (1970) teach use 

of T4-polynucleotlde (DNA) figase to join blunt ends of DNA duplexes. Nath, K.. et al.. J. Biol. 

C hem 249(12) 13680 (1974) describe using DNA ligase to attach polyribonucleotides to poiydeoxyribonucleo- 
10 tides. Higgins. N.P.. et al. Methods in Enzymoiogy 68 :50 (1979) provides a review of DNA-joining enzymes. 

Harrison. B.. et al., Nucleic Acids Research 12 :8235 (1984) teach an enhanced ligation of oligonucleotides and 

polynucleotides by T4 RNA ligase in polymer solutions. 
With respect to amplification. Saiki. R.K., et a!., Science 230 :1350 (1985) describes enzymatic amplification 

of p-globin genomic sequences, temned the polymerase chain reaction, by providing two oligonucleotide 
IS primers flanking the region to be amplified, annealing the primers to strands off denatured genomte DNA and 

extending them with the Klenow fragment of E. coll DNA polymerase 1 and deoxyribonudeosWetriphosphates. 

U S. Patent 4.683.202 to MuHis further describes the polymerase chain reaction method. 
U S Patent 4.683.194 to SaiW, et ai.. describes a method of detecting a specific polymorphic restriction site 

in a nucleic add sequence by hybridizing the sequence to an oligonucleotide probe complementary to the 
20 sequence and spanning the restriction site which is labeled at the end of the probe nearer to the restriction 

site The nucleic acid sequence and probe hybridized thereto are then digested with a restriction 

endonudease, labeled and unlabeled oligomer fragments are separated, and labeled origonudeotides are 

detected. ^. . . 

U S Patent 4.683.195 to Mullis et al. describes a process for amplifying nudeic acid sequences using 
25 primers and polymerization agents and a process for detecting the presence or absence of a specific nucleic 
acid sequence. Separate strands of a nucleic add sample are treated wrth an excess of two different 
oligonudeotide primers, and primers are extended to form complementary extension products which act as 
templates for synthesizing the desired nudeic add sequence. The amplified sequence is then detected by 
adding a labeled probe capable of hybridizing to the sequence being detected. 

The present invention is useful in diagnostic appltoations because It can be used first, as a means for 
amplifying given nudeic acid sequences from nudeic add templates so that the template sequences can be 
more readily detected. In order to amplify a given nudeic add sequence, the sequence Is hybridized to at least 
one pair of oligonudeotide strands (substrates) which flank both sides of a target base of interest wherein a 
designated end base of one of the oligonudeotide strands of a pair is complementary to the target base and 
that designated end base forms a ligation juncture with an end of the other substrate of the pair. The fom^er 
oligonudeotide strand substrate is. in effect, a probe which hybridizes to the target base and adjacent nudeic 
acid sequence and also simultaneously ligates with the latter oligonudeotide strand substrate designed to 
flank the opposite side of the target base and adjacent sequence only If the designated end base of the probe 
is complementary to the target base on the template. 

Whfle there exists the possibility of ligation under mismatched conditions in which the target base for which 
the designated end base is to be complementary is not present in a given template, it has been found, 
according to the present Invention, that such figatlon can be suppressed so that a base mismatch on either 
side of the ligation Junction reduces the efficiency of figaton between the two oligonudeotide strands and 
senres as the theoretical basis to distinguish single base differences on a nudeic add template. The methods 
45 of the present invention can therefore also be used as a diagnostic technique to detect single base or base 
pair mutations in nudeic add sequences. This furttier aspect of the present Invention Is tiierefore useful to 
diagnose genetic diseases, such as sickle ceil anemia. hemophiUa. and cdor blindness which result from a 
single point mutation on a critical structure gene. 
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SUMMARY OF THE INVENTION 

In general, the invention features a method for detecting single base or base pair mutations In at least one 
specific nudeic add sequence contained in a sample of nucleic add template wherein each nudeic acid 

55 consists of either one strand or two separate complementary strands, comprising : treating the strands with at 
least one of two sets of two different relatively short oligonudeotides each of which sets (i) is complementary 
to and tiierefore win hybridize to at least a portion of tiie template sequence of at least one of the strands and 
(ii) flanks botfi sides of a designated target base contained within said specific nudeic add sequence such 
that one of tiie two short digonudeotides In each set of oligonudeotides contains a base at one of its ends 

60 that is complementary to one of tiie target bases of tiie template under conditions such that the two short 
digonudeotides of each of ttie sets will mutually llgate if the target base exists in ttie template, ttie ligation 
occurring between the terminal base of one of the complementary oligonudeotides whfch Is complementary to 
one of the target bases and a tenninal base of another complementary oligonucleotide of the same set 
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The invention further features a method for amplifying at least one specific nucleic acid sequence in a 
sample containing a nucleic acid or a mixture of nucleic acids comprised of single or complementary nucleic 
acid strands, wherein the sample is suspected of containing the sequence or sequences comprising (a) 
treating the strands with at least one of two pairs of oligonucleotides which sets are complementary to at least 
one the specific nucleic acid sequence and flank at least one target base of a single stranded template or at 
least one target base pair defining a blunt end contained In the nucleic acid sequence or sequences wherein 
one end nucleotide of one of the oligonucleotides of at least one of the pairs is complementary to the target 
base or one of the bases of the target base padrs under conditions such that the end nucleotide will mutually 
ligate with an end of the other oligonucleotide of the pair to form a ligation product which Is complementary to 
the specific nucleic acid sequence only if the target base or target base pair is present In the sample; (b) 
treating the sample under conditions to separate ligation products from their templates if the target base or 
target base pairs to be detected are present in the sample; and (c) determining whether ligation has occurred. 

Other advantages and features of the invention will be apparent from the following description of the 
preferred embodiments thereof, and from the claims. 



DESCRIPTION OF THE DRAWINGS 



Fig. 1 illustrates a 35 base pair length template of the nonmal human (P^) beta globln gene In the region 
of the allelic base pair DNA polymorphism associated with sickle cell anemia and four oligodeoxyribonu- 
deotlde substrate strands complementary to the normal beta globin allele of the gene to be used for 
ligation ampliflcatton. 

Fig 2 illustrates a 35 base pair length template of the human sickle cell (p*) beta globin gene in the 
region of the allelic base pair DNA polymorphism which Is associated with sickle cell anemia and four 
oligodeoxyribonucleotlde substrate strands complementary to the sickle cell allele of the gene to be used 
for ligation amplification. 

Rg. 3 is a schematic diagram of template directed exponential Hgation amplification. 

Fig. 4 is a photograph of an autoradiogram of product of linear amplification ligation of flanking 
oligonucleotide substrates on slcWe ceU flanes c and g) and normal beta globin (lanes d and h) 
oligonucleotide templates. 

Rg. 5A is a photograph of autoradiograms of reaction products from sbc rounds of exponential 
amplification ligation of flanking oligonucleotide substrates designed to be complementary to tfie sickle, 
cell gene sequence using sickle cell (HP23S') and normal (HP23A') oligonucleotide template. 

Rg. SB shows a logarthmic plot of fold of amplification versus number of exponential amplification 
ligation rounds performed. . ^ 

Rg. 6 Is a photograph of an autoradiogram containing ligation amplification product from 10-14 
exponential rounds of ligation amplification using templates from plasmids containing normal (lanes g-l) 
and sickle cell (lanes d-fl beta globin gene using flanking oligonucleotide substrates designed to be 
complementary to the sickle cell beta globin gene sequence (Rg. 2) and nornial beta globin gene 
sequence (Fig. 1). . 

Rgs. 7A and 7B are photographs of autoradiograms resulting from amplmcation of human genomic 
DNA using p tf^alassemla (lanes a. b). sickle cell (lanes c. d). and normal P globin (lanes e, f) DNA 
template. Rg. 7A resulted from ligating p* flanking oligonucleotides; Rg. 7B resulted from ligating P" 
flanking oligonucleotides. ..^ ^ ^ ^ . i 

Fig. 8 is a photograph of an autoradiogram containing linear ligation amplification product using a pair 
of ps flanking oligonucleotides and human genomic DNA template from p-tiialassemla (lane a), sickle cell 
(lane b). and normal p globin (lane c). Lanes d-f are controls. ^ ^ 

Rg. 9A is a photograph of an ethldium bromide stained agarose gel containing PGR amplified 294 base 
pair fragments of alleles at the human beta globin gene. 

Rgs 9B(a) and 9B(b) are photographs of autoradiograms of PCR products from tiie Rg. 9A gel 
transfen-ed to nylon membranes and hybridized witii radiolabeled Hp19S (panel a) and radiolabeled 
HPI 9A (panel b) probes. ^ . . . . 

Rg. 9C is a photograph of an autoradiogram of ligation amplification products using PCR ennched 

sequences as templates. 



DETAILED DESCRIPTION OF THE INVENTION 

The mettiod of tiie present invention can be used botii to amplify any particular nucleic acid sequence 
template and distinguish and detect single base differences on nucleic acid templates. The present Invention 
is therefore useful to diagnose various genetic disorders thai result from point mutations such as sksWe cell 
anemia. In otiier diagnostic applications, signal amplmcation Is necessary In order to detect the limited number 
of DNA template copies In genomic DNA. For example, tiiere are only about one million copies of a single gene 
In 10 ug of DNA. Further, depending on the particular diagnostic procedure performed, only a limited amount 
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of DMA might be available. ^ ^ j 

According to the methods of the present invention, short oligonucleotide strands are synthesized 
complementary to and flanl<ing both directions of a target base on a nucleic acid template. These relatively 
short oligonucleotides (flanking oflgonudeotldes or substrates) are generally denoted ON-1. ON-2, ON-3. and 
5 ON-4 as Illustrated in Fig. 1. The flanldng oligonucleotides may be synthesized according to methods wefl 

known in the art . , 

The lengths of ttie flanking oligonucleotides must be sufficlentiy tong to contain enough of a unique base 
pattern to cause the flanking oligonucleotides to hybridize or anneal to only the portions of ttie nucleic add 
template which flank the target base pair of interest. The exact lengths of the flanking oligonucleotides 
10 depends on various factors, including tine temperature of ttie reaction. pH conditions, and complexity of tiie 
target sequence. In general, flanldng ofigonucleotldes comprising about 4 to about 100 nucleotides form 
sufficiently stable hybrid complexes at higher reaction temperatures. In most Instances, flanking 
oligonucleotides used In accordance with the present invention preferably comprise about 8 to about 20 
nucleotides. 

15 The methods of the present invention may be carried out with nucleic acid template which is eitiier single or 
double stranded. If the nucleic acid template comprises two strands. It Is necessary to first separate the 
strands prior to commencing ligation amplification of ttie present invention. One method of separation of 
strands of nucleic add Involves heating ttie nucleic acid until It is completely denatured. Such denaturation is 
usually carried out at temperatures ranging from about 80* to 105**C for times ranging from about 1 to 10 
J20 minutes. Separation of nucleic add strands may also be Induced by enzymes such as the helicase enzymes 
and Rec A. It Is also possible to remove one of two stimds by digesting with appropriate restriction 
endonuclease followed by Exonuclease 111 (Exo III) or Lambda Exonudease as described by Wallace. R.B.. et 
al. Science 209 :1396 (1980). ...... 

The specific nudeic acid sequence to be amplified may be only a fraction of a larger molecule or It can be a 
25 discrete mdecule. The sequence to be amplified can also be a part of a larger mixture of molecules or fractions 
thereof. The starting nucleic acid may also contain more tfian one desired sequence containing target bases 
which may be the same or different, such tiiat all such sequences can be simultaneously amplified. Samples 
comprising more tiian one nudeic add witii more Vhsn one desired target sequence can also be amplified by 
the methods of the present invention. 
30 Any source of template nudeic add can be employed to practice the present invention as long as it contains 
or is suspected to contain the specific nudeic add sequence desired. For example, plasmids, natural DNA or 
RIMA from bacteria, yeast, vimses, plants or animals, or cloned DNA or RNA can be used. Genomic DNA or 
total RNA may also be extracted from human blood and tissue by a variety of techniques. Synthetic 
oligodeoxyribonudeotides may also be used. When RNA is used as an initial template. It can be first copied 
35 into a DNA mdecule by an enzyme such as reverse transcriptase. 

As seen in Rg. 1, tiie template is ttie p« nornnal beta globin aHele witii target base pair * A-T* ; in Fig. 2. ttie 
template is ttie p» sickle cell aUele witti target base pair *T-A*. It must be understood that tiie particular 
templates and flanking oligonudeotides shown In Figs. 1 and 2 only illustrate the present invention and in no 
way limit tiie invention to the detection or ampfification of alleles of the human beta globin gene. 
40 As shown in Fig. 1. the 5'-3' (upper) strand of tiie template is denoted (+); tiie 3'-5' (lower) strand is 
denoted (-). Flanking oligonudeotides ON-2 and ON^ are 8-nucIeotide long oligonucleotides and ON-1 and 
ON-3 are 14-nudeotide long oligonudeotides. The method of ttie present Invention requires a symmetry 
similar to that shown in Rg. 1 . namely, tiie 3' flanking digonudeotides, ON-2 and ON-4. are of tiie same lengtii 
and tiie 5' flanking oligonudeotides, ON-1 and ON.3, are the same length. Eittier the two 3' or two 5' flanking 
45 oligonudeotides can be the longer lengtii, or all four flanking oligonucleotides can be the same length. The 5 
ends of the 3' flanking oligonudeotides (ON-2 and ON^) must, however, be phosphorylated and those ends 
can also be optionally labeled witti. for example, radioactive phosphorous. The 6' flanking oligonudeotides 
(ON-1 and ON-3) are not usually phosphorylated to prevent self ligation and template-independent ligation. 
In the case where the nucleic acid template to be amplified Is double sti^ded, the target base pair of 
50 interest can be either A-T as in Fig. 1 . T-A. G-C. or C-G. When ttie template is single-stranded, the target base 
can therefore be any of the four nucleotides. . 

The methods of the present Invention are not. however, limited to ttie above-described instances involving 
single base or single base pair differences. The flanldng oligonucleotide complementary region can thus 
contain more ttian one base or base pair difference which enables ttie mettiods of ttils invention to be used for 
55 discrimination and detection of sequences containing multiple base differences. 

It is necessary tiiat in tiie case of double-stowided nucleic add templates tiie target base pair define a blunt 
end as seen in Rg. 1. as opposed to a staggered end. 

The pairs of flanking oligonucleotide substrates are complementary to a nudeic add sequence harboring 
the position of possible mutation on eittier strand. Further, with double-stranded templates, one of the 
60 terminal bases of one of ttie two 3' flanking oligonudeotides and one of tiie tennlnal bases of one of tiie two 5 
flanking digonudeotides to be iigated must be complementary to the respective target bases. Thus, as shown 
in Fig. 1 . the base at the 5' end of one of the 3' flanking oligonudeotides (base T. ON-2) is complementary to 
the target base A of the ( + ) template strand, and ttie nudeotide at ttie 3' end of one of ttie 5' flanking 
oligonucleotides (base A. ON-3) is complementary to the target base T of ttie (-) template strand. Thus, of ttie 
65 four end bases of any given pair of flanking oligonudeotides, two positioned at ttie ultimate ends of the 
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sequences, and two positioned such that they will be ligated to each other, one of the end bases of the 
potential ligating pair of bases must be complementary to the target base In order for detectable ligation to 
occur. 

The base pair G-C directly to right of illustrative target base pair A-T in Fig. 1 can also be a target base pair. In 
such a case the 3' tenninai nucleotide of one of the 5' flanking oligonucleotides (base C. ON-1) is 5 
complementary to the target base G of the ( + ) template strand, and the 5' tenminal nucleotide of one of the 3 
flanldng oligonucleotides (base G. ON-4) Is complementary to the target base C of the (-) template strand. 

Ukewlse. nucleotides in positions other than those at the ends of flanking oligonucleotides comprising the 
ultimate ligation iunctlon can be considered as target nucleotides in the practice of the present invention. 

As seen In Rg. 1 , 3' flanking oligonucleotide ON-2 is synthesized so that it is complementary to the ( -h ) or 10 
upper strand of the template and Its 5' end contains base T which is complementary to target base A of the ( + ) 
strand, and the remainder of the flanking oligonucleotide extends outwardly from the 5' end base. 5' flanking 
oligonucleotide ON-1 is synthesized so that it is complementary to the ( + ) or upper strand of the template and 
is oriented such that the base at its 3' end C. Is complementary to the base of the ( + ) strand on the 3* side of 
the target base on the template. The remainder of the flanking oligonucleotide extends outwardly in the 5 IS 
direction. 

5' flanking oligonucleotide ON-3 is complementary to the (-) or lower strand of the template such that base A 
at its 3' end is complementary to the target base T of the (-) strand and the remainder of ON-3 extends 
outwardly from the target base. 3' flanking oligonucleotide ON-4 is complementary to the (-) or lower strand of 
the template and is oriented such that base G at the 5' end of ON-4 is complementary to the base of the (-) 20 
strand that is on the 5' side of the target base. The remainder of ON-4 extends outwardly in the 3' direction. 
Thus the bases on the 5' end of ON-2 and 3' end of ON-3 are complementary to the target base pair. 

Wlien double-stranded nucleic acid template is used, symmetry requires that ON-2 be complementary to 
ON-3 except for differences in length. Ukewise ON-1 is complementary to ON-4. except for differences in 
length. As seen In Rg. 1 , ON-1 is complementary to ON-4. Therefore in cases where double-stranded nucleic 25 
add template is to be used, the flanking oligonucleotides can be double-stranded, for example: 
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ON-1 

CCTCTTCAGACGGC 5' 3' TGAGGACT 

I II I 11 11 I II i 11 I I 

GGAGAAGT 3' ; 5' CACCTGACTCCTGA 

ON-4 ^^-3- ^ 

Such double-stranded oligonucleotides must be treated as described above to separate the strands prior to 
any amplification ligation reaction. « r^^, ^ 

At appropriate temperature and assay conditions polynucleotide ligase ligates ON-1 and ON-2. and/or ON-3 
and ON-4 at the target bases of ON-2 and ON-3 to form significant amounts of longer ligated products only if 40 
the correct complementary target bases are present at the target site of the template. Any suitable 
polynucleotide Kgase can be used in the practice of this invention, for example, bacteriophage T4 induced DNA 
ligase. and E. coli DNA ligase. , . ^ , . . 

It has beenfound that inclusion of at least 200 mM NaCI in amplification reaction mixtures almost completely 
supppresses mismatch figation. Therefore, with reference to Rg. 1. if the target site of the template DNA 45 
contains a nucleotide which is not complementaiy to 5' end of ON-2 or the 3* end of ON-3. the mlsmat^ of 
nucleotides prevents any significant ligation which would have caused formation of a 22 base long product. 
The absence of such ligation product thereby indicates tiiat the target bases of Interest are not present on ttie 
particular template. For example, if the template in Fig. 1 were the sicklacell (P®) gene In wh^^h bases A and T 
are interchanged at the- target base site, ttiere would be no ligation of either ON-2/ON-1 or ON-3/ON^ as 
depicted in Figure 1. An expected 22 nucleotide amplification ligation product would thus not be formed. 

With respect to the specific flanking oligonucleotides shown in Rg. 2, the two oligonucleotides In each pair 
anneal to the beta globln template at adjacent positions such that tiie 3* end of one oligonucleotide (ON-lor 
ON-3) and the 5' end of the other (ON-s2 or ON-4) form a iigatable junction. The target nucleotide on the 
template base pairs with either the 3' end nucleotide or the 5' end nucleotide of ttie substrate depending on 
which strand. ( + ) or (-). senses as the template for ligation. . ^ . ^ *u fl.>,w«« 

The success or failure of a given ligation amplification procedure can be detected by labeling the flanking 
oligonucleotides witii radioactive or fluorescent labels. For example. 32p, 353 or any otiier suitable 
radionuclide may be used as well as other suitable compounds such as fluorescein or rhodamine or their 
derivatives. Ugatlon amplificatton product can also be ascertained via any subsequent manipulation tiiat allows 
distinction between longer ligation product and ttie shorter precursors such as gel electrophoresis 
chromatography or hybridization. For example, polyacrylamide gel electrophoresis can be used to separate 
the ligated product fl^om tiie flanking oligonucleotide reactants according to their sizes. Some of these 
techniques will be fully described in the examples below. u « 

According to the method of the present Invention, tiie herein described figation ampWflcations can be 65 
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accompfished in a linear or exponential manner as illustrated In the following examples. The steps for 
exponential ligation-amplification are shown in Fig. 3. The DNA sequences of synthetic oligonucleotide 
substrates and templates used in the examples are given below in Table 1. 



TABLE 1 

DNA Sequences of Synthetic 
Oligonucleotide Substrates and Templates 



Sequence 



5" CGGCAGACTTCTCC 

5' TCAGGAGT 

5* ACAGGAGT 

5* CACCTGACTCCTGA 

5' CACCTGACTCCTGT ■ 

5* QGAGAAGT 

5* CTCCTGAGGAGAAGTCTGC ^ 

5' CTCCTGTGGAGAAGTCTGC 

5 ' CGGCAGACTTCTCCTCAGGAGTC 

5 • CGGCAGACTTCTCCAfcAGGAGTC 



* 0N-a2 and 0N-a3, substrates for the normal beta globin gene 
^ are the same as ON-2 and ON-3 in Fig. 1. 



OliQonucleQtide Qen^ 

15 ON-1 fiS 
0N^a2* 

0N-S2 fiS 

0N-a3* B^ 

0N-S3 B^ 

^ ON-4 B^ BS 

HB19A B^ 

HB19S BS 

25 HB23A" B^ 

HS23S* BS 



Hpi9S and Hpi9A are unique 19 nucleotide long oligonucleotides that are complementary to the noncoding 
35 strand of the beta globin gene and serve as ollgonucieotide templates for ligation of ON-1 / ON-2 pairs. Hp23& 
and HP23A', 23 nucleotides long, are complementary to the coding strand of the beta globin gene. These two 
nucleotides serve as templates for ligation of ON-3/ON-4 pairs. 

WhOe the ON-1/ON-S2 and ON-1/ON-a2 pairs both hybridize to the coding {+) strand. ON-s2 and 0N-a2 
differ by a single nucleotide at their 6' ends, with 0N-s2 specifying for the sickle cell allele. Similarly, the 
40 ON-S3/ON-4 and ON-a3/OI4-4 pairs hybridize to the noncoding strand with 0N-s3 and ON-a3 differing by a 
single nucleotide at their 3' ends. 

For the detection of either the p» (normal) or p« (sicWe cell) allele, a set comprising at least one of the pairs of 
flanking ongonucleotide substrates 0N-1/0N-a2 and ON-a3/ON-4 are used for the normal beta globin 
sequence and at least one of the pairs ON-1/ON-s2 and ON-s3/ON-4 are used for detecting the sickle cell 
45 sequence. 

In the below-described ligation amplification reactions, template dependent Pigatlon of either the 0N-1/0N-2 
or ON-3/ON-4 pairs forms a 22 base product with a sequence complementary to the other substrate pairs. For 
example. ON-1-ON-a2 product would be complementary to ON-a3/ON-4 substrates and ON-s3-ON-4 product 
would be complementary to ON-1/ON-s2 substrates. According to one aspect of the present invention, the 
50 ligation products can then serve as template for the ligation of the other pair of flanking ongonucleotide 
substrates thereby producing more templates for further ligation. If the initial ligation step does not take place 
as a result of base pair mismatch, subsequent amplification steps will not give rise to a detectable ligation 
signal. 

Once the 22 nucleotide long ligation product Is formed. It stays hybridized to Its template. Denaturation 
55 separates the duplex to yield two new templates. If denaturation is accomplished by boiling, the ligase In the 
reaction mixture is Inactivated. Fresh enzyme must therefore be added to initiate the next round of 
amplification. 



eo Example 1 

All oligodeoxyribonucleotide ligation reactions on oligonucleotide templates were carried out unless 
otherwise Indicated. In 50 mM Tris HCl (pH 7.6). 10 mM MgCla. 1 mM DTT (dithlothreltol), 1 mM ATP. 200 mM 
NaCI and 5Q/b PEG (polyethyleneglycol) with 5-10 ^im of each substrate oligonucleotide mbced with a small 
65 amount of radioactlvely labeled 3' ongonucleotide substrate (100.000-300.000 cpm) and the indicated amount 
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of templatd. 

Plasmid and genomic DNA template reactions are initiated following 5-10 minutes of boiling, cooling on ice 
and the addition of ilgase (1 U; BI^L). Unless othenvlse indicated, all ligation reactions are withdrawn for 
electrophoresis and optionally treated with calf intestinal alkaline phosphatase (1-5 U) for 1-2 hours. 

Unear amplification ligation of nucleic acid sequences is canied out by repeatedly using the original nucleic 5 
acid template (oligo. plasmid or genomic DNA) In each round of amplification. Only one flanking 
oligonucleotide set complementary to the appropriate oligonucleotide template to one strand of duplex 
plasmid or genomic DNA template is used. For example, either the ON-1 and ON-2, or ON-3 and ON-4 set Is 
used in the amplification rounds but not both. . o 

To linearly amplify a sequence of the 5' strand of the human sickle cell (P^) f-globin gene as shown in Fig. 2, 10 
the above reaction mixture further containing 1 mM ON-1, 1 mM 5' phosphorylated 0N-a2. and 0.1 pmoles of 

(Hp19S) template was prepared. If double-stranded template is used, It must be denatured by boiling the 
reaction mixture at about 9D-100*'C. for 10 minutes. 

Each round of ligation is Initiated by adding 1 unit of Ilgase to the reaction mixture on ice. The mixture is 
incubated for about 30 minutes at 30°C. or for a longer time if template concentration is low. ^ 15 

The first round, and ail subsequent rounds. Is terminated by quickly heating the reactlon^lxture to lOO'^C 
for 5 minutes to Inactivate the ligase and dissociate the ligated product strand (ON-1 ON-2) from the 
template. This frees the template for subsequent amplification rounds. Before the next round, the reaction 
mixture Is centrifuged for 10 seconds and immediately cooled to about CO. At this point, there is 
approximately one ON-1 "ON-2 ligation product present for each copy of the template. 20 

Another unit of enzyme is added to the reaction mixture to Initiate a second round of ligation. Because a 
molar excess of flanking oligonucleotides ON-1 and ON-2 are added to the Initial reaction mixture, more 
flanking oligonucleotide substrated are not added. The reaction mixture Is then Incubated as In the first round, 
boiled to dissociate template from the ligation product, and cooled. At this point, there are approximately 2 
copies of ON-1 -ON-2 ligation product present for each copy of template. 25 

Fresh enzyme is added to initiate another round. The steps of incubating, boiling to dissociate template from 
product, coofing. and adding fresh enzyme are repeated for as many rounds as necessary to produce a 
detectable signal. 

Detection of the ON-1 -ON-2 ligation product can be accomplished in several ways. ON-1 and/or ON-2 can 
be labeled with radioactive or nonradioactive labels and separated from the reactants by gel electrophoresis. 30 
such that ligation product is determined by detecting the presence of label in a position in the gel 
con-esponding to the expected product size. 

0N-a2, 0N-S2, and ON-4 are phosphorylated at their 5' ends with either radioactive (y p2p] ATP 6000 
Cl/mmol: New England Nuclear) or nonradioactive ATP via a kinase reaction. The unlabeled 5' phosphorylated 
substrates are used following Incubation In a boiling water bath for 20 minutes to Inactive kinase. Internal 35 
radioactively phosphorylated oligonucleotide products are separated from unreacted ATP and other reaction 
products with anion exchange chromatography (DE-52 cellulose-Whatman). The radioactive phosphorylatfon 
reaction yields products witin approximately lO^-IO^ cpm/pmol specific activity. 

Detection and quantitation of ligation product by polyacrylamide gel electrophoresis is canied out by mbdng 
samples from flgation reactions with Rcoll loading buffer and subjecting the mbclure to electrophoresis In TBE 40 
{89 mM Tris. 89 mM Borate. 2 mM EDTA) in 200/o polyacrylamide (Bio-Rad) urea (7M) gel at 600 V. for 1 .5 hours. 
The gel is then wrapped in Saran Wrap and autoradlographed between two Ughtiiing Plus intenslfier screens 
(DuPont) overnight. Quantitation of ligation product Is obtained either from densitometric measurements of 
the autoradiograph or directiy from ttie get via an AMBIS Radioisotope Scanning System II (Automated 
Microbiology System. Inc.). In the latter Instance ttie polyacrylamide grf Is first fixed In a &¥o acetic acid 45 
solution for 10 minutes. ^ ^ , ^ * 

The ON-1 ~ON-2 ligation product can also be detected by hybridizing the product containing solution to a 
substrate containing an immobilized complementary DNA or RNA sequence under conditions whereby tiie 
ON-1 "ON-2 ligation product will hybridize to the complementary sequence, but neither ON-1 nor ON-2 will. 
Bound label Indicates presence of ligation product. The ligated product can also be detected in a subsequent 50 
round of ligation employing a radiolabeled counterpart substrate set {ON-3/ON-4). In the case where ligated 
ON-3/ON-4 is to be detected, labeled ON-1/ON-2 would be used. 

The product level after N-number of rounds of linear amplification-llgation is equal to N x Q where Q Is the 
efficiency of the ligation. Q ranges from 0 to 1, where 1 is equivalent to lOOQ/b ligation 



Example 2 



0N-1/0N-S2* and ON-s3/ON-4* were ligated lineariy on oligonucleotide templates using tiie above 
metiiodology. 0N-s2* and 0N-s4* are ttie same as 0N-s2 and ON-4 except that they are only 6 nucleotides 
long. 10 pmoles of ^^p-s' pohsphorylated 0N-s2* and unlabeled 5' OH-ON-1 (lanes a-d) or ^^PS' 
phosphorylated ON-4* and unlabeled 5' OH-ON-s3 (lanes e-h) were ligated on 19 base long or 23 base long 
oligonucleotide template respectively at 30*»C for 30 minutes with 1 U. of T4 DNA Ilgase in 10 reaction 
volume. Rg. 4 shows the results of the ligation amplification reactions described below. Samples in lanes a and 
e not treated with enzyme and samples In lanes b and f . without template, serve as negative controls. 1 pmoie 
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of thefonowing ongonucleotide template was used: Hp19S (c); Hpi9A (d); Hp23S' (g);and HP23A' (h)^ 

As seen in Rg 4, the expected Hgatlon Involving sickle cell template and s\Me cell substrates o^ur^d 
(lanes c and g); Hgatton of normal (A) beta globin substrates did not occur on the sickle cell template (lanes d 
and h). 
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Example 3 

The method of the present invention can also be used to exponenttally ampiity t^''"^^!!:]^ 
major difference between exponential amplffication ligation and the above-descnbed llnrar amplW^ton 
SKn IS i^tVfour flanking oHgonucieotides (ON-1/ON-2. and ON-3/ON^) are present « «ibsttates 
during each reaction round. The ligation product of either flanking oligonucleotide set serves bs the template 
for the other flanking oligonucleotide set In subsequent amplification rounds as shown in Fig. 3 

Radioactively labeled substrate for detection can be Included In the starting matenals or can be added in the 

As'fa^So the case for linear amplification, an estimation of the number of ampfifi^tion rounds needed to 
produce a detectable signal must be made before carrying out the exponential ampMcation Af^er N rounds, 
me oroduert formation equals (1 + Q)"-! where Q Is Hgatlon efficiency. The following table indicates the 
Sat^e aSu^S Bg^jOT products present after N cycles, assuming 100% efficiency at each cycle. 



Round 



45 



0 
1 
2 
3 
4 
5 
6 
7 
6 
9 
10 



15 



20 
21 



Fold Amplification 
(2)"-1 



0 
1 
3 
7 
15 
31 
63 
127 
255 
511 
1023 



32,767 



1.048.575 
2.097,141 



SO 



25 



33.554.431 



For example. If loe-fold of product amplification is required at a certain specific PP^^^^ 
55 rounds of amplification are needed (220^10^). assuming IOOO/0 ligation efficiency Nea^ Pt^^^Jg^S^ 
efficiency is present at later rounds where the primary template source is ^^^^^S^^^^^ 
products. During early rounds, ligation efficiency may be lower depending upon reacfion conditions, types oT 
liaase used, and source of template. t ^ 1-* 

Each round of exponential ligation is started by adding one unit of enzyme to the reaction mixture on Ice. In 
60 the first and each subsequent round of ampfification. the reaction mixture with the added eruyme Is incubated 
for about 30 minutes at 30^ C or for a longer period of time if template concentration Is low. AA the end of each 
round, the reaction mixture is quickly brought to boiling temperature for 5 minutes to ^""^^^^^^^ 
and dissociate the product strands from the template strands. Then the reacton mixture is centrlfuged for 10 
seconds and Immediately cooled to about 0**C. -n,^ ,«»v*,rr^ lo than 

€5 Another unit of T4 ligase is then added to Initiate the second round of amplification. The mixture is then 



8 



EP 0 336 731 A2 

Incubated, boiled, and cooled as above. At this point there are 3 copies of template present for each copy 
present at the beginning of the reaction. All subsequent rounds of amplification are earned out by the same 
sequence of steps for as many times needed In order to produce a detectable signal. 

The progress of the amplification may be monitored by withdrawing from the reaction mixture an 
approximately 10 ul aliquot of reaction mixture during predetermined rounds. The withdrawn niatenal is heat 
^activated and is then combined with 2 to 3 jil of loading buffer. 2 of this buffered mixture is then loaded 
onto a 20Q/b polyacrylamide gel and the gel is electrophoresed for one hour at 600V and then autoradiographed 
overnight with two DuPont Lightening-Plus intenslfier screens. . ..^ . 

Using these methods and the reaction mixture described in Example 1, 6.67 nM of oligonucleotide template. 
HB23S' and HB23A'. was amplified with T4 DMA ligase and 2.33 [iM of each flanking oligonucleotide substrate: 
32p.5' labeled ON-s2 (lO^ cpm); ^^r-s' labeled ON-4 (10^ cpm); 5' OH-ON-1 ; and 5' OH-ON-s3. 1 U of T4 DMA 
ilgase was used to initiate each round. Six rounds of ligation amplification were carried out. • 

ng 5A is an autoradiogram showing the results of monitoring each round of reaction for each template. In 
rounds 2-6 the ligation reaction was specific for the Hp23S' template containing the sickle cell sequence. The 
flanking oligonucleotide substrates were not able to ligate in the presence of the HP23A' template. 

Products of the exponential ligation method approximately double with each round. Rg. 5B shows a 
logarithmic plot of amplification folds as a function of the number of rounds of ligation amplification performed. 
Astralght fine was obtained with a calculated efficiency of 0.98. Thus, in each round, the ligation product of the 
preceding round serves effectively as the template for further oligonucleotide ligation. 

The methods of the present invention can also be used to detect plasmid and genomic DNA sequences as 
illustrated in the follOMring example. 



Example 4 

Templates for amplification ligation were derived from piasmids pHp» and pHP« which contain respectively an 
approximately 4.4kbp normal (p*) and sickle cell (P») beta globin gene Insert. All DNA Preparations were 
performed according to a modified Triton X-100 procedure followed by Proteinase K and RNase ^^ent. 

The plasmid DNA was treated with restriction enzyme (Bam Hi and/or Taq I) and Exonuclease 111 (Exo III) 
prior to serving as template in ligation reactions as follows: pHp« and pHp*> were separately digested with Bam 
HI (5 U/pmoI) for 2 hours at 37*^ C and temninated in a boiling water bath for 5 minutes. Exo III (1 00 U/pmol) was 
tiien added to the reaction mixture with DTT to make a final concentration of 1 mM. The mixture was 
incubated 4 hours at 37° C. Phenol-chlorofonn extraction was performed for final purification. 

1 nm of each of the two resulting templates (pHp* and pHP^) was then amplified exponentially using T4 DNA 
ligase and the reaction mixtures and metiiods described in Examples 1 and 3 except that the total volume of 
each reaction was 100 ul. 500 nM of each of tiie following flanking oligonucleotide substrates was^sed : ^zp-S 
labeled 0N-s2 {106 cpm). 32p-5' labeled ON-4 (lO^ cpm), 5' OH-ON-1. and &' OH-ON-^s3. After the 10th. 12tii, 
and 14th amplification rounds, a 4 aliquot was wrthdrawn from the reaction mixture and analyzed by 
electrophoresis and autoradiography. _. ^ 

Fig 6 shows the results of the figatlon amplification. Product In lanes a-c resulted from reactions not 
including template ; product in lanes d-f resulted from reactions containing pHp» template; and product in lanes 
g-i resulted from reactions containing pHp* template. Reaction products In lanes a. d. and g were withdrawn 
and analyzed after 10 rounds; products in lanes b. e. and h were analyzed after 12 rounds; and products in 
lanes c. f. and 1 were analyzed after 14 rounds. . . x,. , u * 

No detectable ligation product is seen from tiie reactions involving pHp« whteh contained tiie nomial beta 
globin sequence (g-i) or in lanes witiiout any template (a-c). The pHP« sickle cell template was signlficanthr 
amplified, witii the detectable signal noticeably increasing between 10 (lane d), 12 (lane e), and 14 (lane f) 

^fSf ttw 1 nM template used in the reactions, approximately 10 rounds of ligation amplification were 

necessary to generate a detectable signal con-esponding to approximately a 50-fold amplification. In contrast, 
only about 3-6 rounds of ampFification are needed to -amplify oligonucleotide template of tiie same 
concentration to obtain the same fold amplification. 



Example 5 

Normal (BVp*^). sickle ceH disease (p«/p»). and sickle cell trait (pvp«) genomic DNA samples were isolated 
from blood specimens of appropriate donors. Beta thalassemia major DNA was prepared from EBV 
transformed lymphocytes in culture (GM 2267 cells from NIGMS Human Genetic Mutant Cell Repository, 
Camden N J.). Thalassemia DNA was subsequentiy isolated from cultured cells. All DNA preparations were 
performed according to a modified Triton X-100 procedure followed by Proteinase K and RNAse treatment 

Genomic DNA (5 ^tg) was digested with Taq I restriction enzyme (10 U/iig) (Boehringer Mannheim) 
overnight at 65*»C and followed by Bam HI digestion (10 U./[ig) (Bethesda Research l.aboratory) for 8 houre at 
37° C- Subsequentiy Exo III nuclease (100 U./pmoI) was added to ttie reaction mixture along with DTT to 
make 1 mM final concentration and tiie reaction was incubated for 5 hours at 37'*C. Phenol-chlorofonm 
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extraction was carried out for final purification. 

Ligation conditions for genomic DMA and for plasmld DMA are Identical except that the total volume of the 
reaction for the genomic DMA sample is 200 jil. ^ x*i. x .. ^ 

Genomic DNA from B thalassemia, sickle cell, and normal DMA were amplified using 200 nM of the following 
5 sets of flanking oligonucleotides: 32p-5' labeled 0N-s2 (lO^ cpm)/32p-5' labeled ON-4 (106 cpm)/6' 
OH-ON-1/5' OH-ON-S3; and a^p-y labeled ON-2 (106 cpm)/32p-5' labeled ON-4 (10® cpm)/5' OH-ON-1/5' 
OH-ON-3. 

5 Jig of genomic DNA contains approximately 500.000 molecules of homozygous single copy gene. When 
used as a template in a 200 pJ reaction mixture, 5 ug of DNA is equivalent to 2.5 x IO-^^m with respect to 

10 template. This concentration is weU below the apparent Km of T4 DNA ligase for ligation template. The enzyme 
activity is therefore expected to be slowed considerably. To overcome this kinetic constraint eariy rounds of 
the ngation were Incubated for a longer time period. The figation time for Initial rounds was 5 hours. With 
subsequent rounds, the incubation time was gradually reduced to 30 minutes. (Rounds 1-5 = 5 houre; round 
6-10 « 4 hours; rounds 11-15 = 3 hours; rounds 16-20 « 2 hours; round 20-30 = 1 hour; and rounds 

75 30+ « 30mlnutes.) Each round however was not allowed to exceed 5 houre In order to avoid accumulation of 

blunt end products. 

Figs. 7A and 7B show the results of 70-75 rounds of exponential amplification using these templates and 
flanking substrates. Fig. 7A contadns amplification product resulting from the p« flanking oligonucleotide set; 
Fig. 7B contains amplification product resulting from the p*^ flanking oligonucleotide set. Lanes a and b of each 

20 autoradiogram contain reaction product using p thalassemia genomic DNA template; lanes c and d contain 
product from sickle cell genomic DNA template, and lanes e and f contain product using nomial beta globin 
genomic DNA template. Template In lanes a. c. and e was amplified 70 rounds; template in lanes b. d. and f was 
amplified 75 rounds. The expected product bands appear In lanes c and d of Fig. 7A (sickle cell template and 
flanking origonucleotides) and in lanes e and f of Fig. 7B (normal beta globin template and flanking 

25 origonucleotides). p-thalassemia Dl^ (lanes a and b) and mismatched genomic DNA and substrates both 
showed absence of signal. . . ^ u 

This example thus demonstrates that the ligation amplification methods of the present invention can be 
used as a diagnostic metiiodology on genomte DNA samples for stekle ceil anemia. 



30 

Example 6 

5 Jig of p-thalassemia sickle ceil, and nonnal genomic DNA was each digested with Bam Hl/Taq I and Exo ill 
nuclease as described in Examples 4 and 5. Unear amplification was performed as descn^bed in Example 1. 

35 Flanking oligonucleotides used were 100 fmoles of 32p.5' labeled 0N-s2 used directly from T4 kinase labeling 
reaction, without further purification, with DE-52 chromatography, and 100 fmoles of ON-1. The flanking 
oligonucleotides were separately combined with the three templates in the presence of 200 mM NaCI and 0.5 U 
of T4 DNA ligase in total reaction volumes of 10 nl. The reaction mixture was Incubated 3 hours at 30^*0 and the 
reaction was terminated by boiling. A second round of amplification was Initiated by adding another 0.5 U. of 

40 enzyme. The reaction mixture was again incubated 3 hours. Three rounds of ligation amplification were 
performed. The resulting products were tiien electrophoresed and autoradiographed as descnl5ed above. 

Rg. 8 shows the resulting autoradiogram. Lane a contains reaction product using p-thalassemia template, 
lane b contains reaction product using sickle ceil template, and iane c contains reaction product using normal 
beta globin template. Positive controls vtfere performed witti 0.01, 1. and 10 fmoles of Hp19S template (lanes 

45 d-f respectively). Lane b shows the expected product, whereas lanes a and c show an expected lack of 
product. 

The methods of the present invention can also be used as a means to detect amplification product from 
other nucleic acid amplification methods such as tiie polymerase chain reaction. 



50 

Example 7 

Ampfification reactions were performed witti Polymerase Chain Reaction Kit (Gene Amp Kit. Perkin-Elmer 
Cetus) including 2.5 U of Thermus aquaticus DNA polymerase and 2.5 \M of oligonucleotide primers BGP1 
55 and BGP2. 1 9 base long syntiietic oligodeoxyribonucleotides which anneal to the beta globin gene at positions 
255 nucleotides apart The enriched 294 base pair fragment contains tiie p globin sequence of Interest. 2 pg of 
the following genomic DNA were used as templates after being treated as described above: p tiialassemia. 
homozygous sickle cell (pvp«). nonnal p globin (pvp«). and heterozygous sickle cell trait (pvp°). 30 rounds of 
amplification gave approximately a 5 x IQS-foId ampiification of tiie target sequence. 10 aliquots of tiie PCR 
GO enriched genomic DNA sequences were electrophoresed in 1.5<Vo agarose gel at 60 V for 5 hours. 

The electrophoretically separated products were then transferred to Genetran nylon membranes with 20X 
SSC (IX SSC = 150 mM NaQ and 15 mM Na citrate) according to the metiiod of Souttiem. E.M.. J. Mol. 
Biol. 98 :503>517 (1975). ^ 
The Genetran membranes were directly hybridized to 32P-5' labeled ofigonucleotide probes HB19S or 
65 HB19A, in 5X SSPE (1X SSPE « 10 mM sodium phosphate pH 7.0, 0.18 M NaQ. and 1 mM EDTA), Wo- 
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NaDodS04. 10 iig/ml of Homombc RNA. and toe cpm/ml of labeled oligonuoleotlde with 10 told excess 
unlabelled competitor at ^T^'C for 2 hours. The membrane was first washed In room temperature with 6X SSC 
three times for 30 minutes. Subsequent wash in ™aCI solution for 1 hour at 59 -C removed allm^match 
hybridization (TIVIACI = 50 mM Tris. pH 8.0. 3 M tetramethylammonium chlonde. 2 mM EDTA. 0.25o^ SDS). 

Exponential ligation amplification was then perfomied on 20 \jd samples of the PCR ennched sequences 
for Grounds with either 200 nM of p« substrates (ON-1/ON-s2 and ON-s3/ON-4) or 200 nM of .p» substrates 
(ON-1/ON-a2 and ON-a3/ON-4) in a 100 of total reaction volume using T4 DNA Hgase. 50 \il from each 
samples was analyzed by 20% polyacrylamide gel electrophoresis. v 

EtWdium bromide staining of the I.50/0 agarose gel shows a single 294 base pair band (Fig.SA lanss c-e) 
Lanes of Fig, 9A are: (ar control; (b)-p thalassemia; (c)- homo^gous sicl<le cen trait; (d) -normal p 
globln; and (e) -heterozygous sickle cell trait. PCR amplification of thalassemia DNA (Panel A lane b) 
amplifies some nonspecific DNA's but shows no 294 base pair band. u tr- nA 

ongonucleotide hybridization analysis of the PCR enriched samples (samples from lanes b-e. Fig. 9A, 
correspond-to lanes 1-4, Rg. 9B) Immobilized on Genetran nylon membrane filter confirms that the ennched 
DNA's indeed contain beta gtobin sequence of Interest (Hg. 9B). Competition hybridization of the filter as 
described in Nozari. G., et al.. Gene 43 :23 (1986) and in copending application. Serial No. 071 .210. of R. Bmce 
Wallace filed July 8. 1987 with either radioactively labelled Hpi9S and unlabelled Hpi9A (Fig. 9B panel a) or 
labened Hp19A and unlabelled HP19S (Fig. 9B. panel b) correctly identifies sickle cell disease (pVp». Fig. 9B 
lane 2, panel a), normal (PVP". Fig. 9B. lane 3.panBl 2). and sickle cell trait (p-/p». FIg.BB. lane 4, panelsa and b) 
DNA*s 

The PCR enriched 258 base pair fragments ideally serve as template in the ligation analysis since they are 
relatively abundant which overcomes the ligase kinetic constraints (i.e.. high Km for template). Ligation 
amplification performed on these 294 base jDair templates (Fig. 9C templates: a.e -p^ tha^assem^^^^ 
-Homozygous sioWe cell disease; c.g-norniai p globin; d.h -heterozygous sickle cell trait) with P« (i=ig. 9C. 
lanes a-d) fianking oligonucleotide substrates showed positive ligation for sickle cell disease and sickle cell 
trait samples (Fig. 9C, lanes b and d). Ugation amplification with P* (Rg. 9C. lanes e-h) flanking oligonucleotide 
substrates is likewise positive for nomial and sickle cell trait samples (Fig. 9C, lanes g arid h). 

This ^mple demonstrates that ligation amplification can be used as a detection methodology coupled to 
other seauenoe amplification techniques. 

Other modlficattons of the above described embodiments of the Invention which are obvious to those of skffl 
in molecular biology and related disciplines are Intended to be within the scope of the foflowing claims. 



Claims 



1 A method for detecting base or base pair differences in at least one specific nuclete acid sequence 
contained in a sample of nucleic acid template wherein each nucleic acid consists of either one strand or 
separate complementary strands comprising: . . ^ ^ „ . *tj 

treating the strands with at least one of two sets of two different relatively short oligonucleotide 
substrates each of which sets (i) is complementary to and therefore will hybridize to at least a portion of 
the template sequence of at least one of the strands and (ii) flanks both sides of a designated target base 
contained within said specific nucleic acid sequence such that one of thelwo short oligonucleotides in 
each set of oligonucleotides contains a base at one of its ends that is complementary to one of the target 
bases of said template under reaction conditions such that said two short oligonucleotides of each of the 
sets will mutually Hgate If the target base exists in the template, the ligation occun-ing behveen said 
terminal base of one of the complementary oligonucleotides which is complementary . to one of the target 
bases and a terminal base of another complementary ongonucleotide of the same set 

5. The method of claim 1 wherein said nucleic acid template is DNA. 

3. The method of claim 1 wherein said nucleic add template Is RNA. 

4. The method of claim 3 wherein said RNA Is copied Into DNA by treatment with reverse transcnptase 
prior to treating said template strands with said substrate. * ^ u . 

5. The method of claim 1 wherein said template is double stranded and its strands are separated by 
denaturing prior to treating said strands with srfd template. ^ . , „ . ^. 

6. The method of claim 1 wherein ofigonucleotides of any of said pairs of ongonucleotides compnsing 
the 3' end of an ultimate ligation product are phosphoryiated at their 5' ends. ,^ ^ ^ ^ , 

7. The method of claim 1 wherein a deletion or mutation of said target base or ^d target base pair 
causes a genetic disease. 

8. The method of claim 1 wherein said genetic disease is sickle cell anemia. 

9. The method of claim 8 wherein said pairs of oligonucleotides comprise ON-1/ON^. ON-3/ON-4 and 
ON^1/ON-s2andON-s3/ON^. . ^ . ^«^.. le 

10. The metiiod of claim 1 wherein at least one oligonucleotide of said pairs of oligonucleotides is 

padiolabeied. . 1 j 

1 1 . The metiiod of claim 1 wherein tiie reaction mixture for treatment of said substrates includes at least 

200 mM Nad. . _^ ^ ^ ..^ 

1Z The method of claim 1 wherein said ligation Is mediated using an enzyme selected fi-om ttie group 
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consisting of T4 DMA ligase and E.coH DMA ligase. 

13. A method for amplifying at least one specific nucleic acid sequence in a sample containing a nucleic 
acid or a mixture of nucleic acids comprised of single or complementary nucleic acid strands, wherein 
said sample is suspected of containing said sequence or sequences comprising: 

(a) treating the strands with at least one of two pairs of oligonucleotides which sets are 
complementary to at least one said specific nucleic acid sequence and flank at least one target base 
of a single stranded template or at least one target base pair defining a blunt end contained in said 
nucleic acid sequence or sequences wherein one end nucleotide of one of the oligonucleotides of at 
least one of said pairs is complementary to said target base or one of the bases of said target base 
pairs under conditions such that said end nucleotide will mutually ligate with an end of the other 
oFigonucleotide of said pair to form a ligation product which Is complementary to said specific nucleic 
add sequence if said target base or target base pair Is present in said sample ; 

(b) treating said sample under conditions to separate ligation products from their templates if said 
target base or target base pairs to be detected are present in said sample; and 

(c) determining whether ligation has occurred. 

14. The method of claim 1 3 wherein steps (a) and (b) are repeated at least once. 

15. The method of claim 13 wherein a nucleic acid sequence Is treated with said two pairs of 
oligonucleotides, and said ligation product of one of said pairs of oligonucleotides, when separated from 
its complement, can serve as a template for the other pair of oligonucleotides and result in an exponential 
formation of ligation product 

1 6. The method of claim 13 wherein a nucleic acid sequence is treated with only one pair of sad two pairs 
of oligonucleotides and said ligation product of said one pair Is separated from its complement and 
another of said pairs is ligated and hybridized to the same template resulting In a linear formation of 
Bgation product 

17. The method of claim 13 wherein said ligation products are separated from their templates by 
denaturing. 

1 8. The method of claim 1 3 wherein said nucleic add is double stranded and its strands are separated by 
denaturing before or during step (a). 

19. The method of daim 13 wherein oligonucleotides of any of said pairs of oHgonudeotides comprising 
the 3' end of an ultimate ligation product are phosphorylated at their 5' ends. 

20. The method of daim 13 wherein a deletion or mutation of said target base or said target base pair 
causes a genetic disease. 

21 . The method of claim 20 wherein said genetic disease is sickle cell anemia. 

22. The method of daim 21 wherein said pairs of oligonucleotides comprise ON-1/ON-2 and ON-3/ON-4. 

23. The method of claim 21 wherein said pairs of oligonucleotids comprise ON-1/ON-s2 and 
ON-S3/ON-4. 

24. The method of claim 13 wherein step (a) is accomplished using an enyzme selected from the group 
consisting of T4 DMA iigase and E.coli DMA ligase. 

25. The method of claim 13 wherein said specific nucleic acid sequence is DMA. 

26. The method of claim 13 wherein said specific nudeic add sequence is RNA. 

27. The method of claim 26 wherein said RNA is copied into DMA by treatment with reverse transcriptase 
prior to step (a). 

28. The method of daim 13 wherein at least one oligonucleotide of said paris of oiigonucleotides is 
radiolabeled. 

29. The method of daim 13 wherein the reaction mixture of step (a) further comprises at least 200 mM 
Naa. 
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